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I Transf ormation: co-cultivation w/ Agrobocferium 
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Protoplast washing/selection 



Protoplast embedding: in 0.3% agarose 

culture in /0.3M K4medium 
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Medio Change: 0.2M k:4 mecfium 
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[Media change: O.IM K4 medium 
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Initial scoring for transformed phenotype 

(hyg*) ' 



Incubate 




"Surface plate" microcalti from agarose 


Media change: O.IM K4 medium 
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Media ctTonge: O.IM K4 medium 
Begin screening larger-sized microcolli 



Protoplast isolation and transformation flowchart. 




Figure a, Freshly Isolated protoplasts are mutagenized by 
ATM, subcultured and propagated to the stage of microcalll. 




Figure 3, Individuals are sampled and a portion used to prepare 
extracts for assays. Steps are combined into a single procedure 
that establishes a library of viable, mutagenlzed calli. 
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'i Figure ^ Part of an ATM "library" of callus cultures of N. 
I tabacum. 1,344 Indlviclual clones with a random T-DNA Insert 
- this represents one shelf of an Incubator 




Figure 5, Tagged clonal daughter calli selected from a 
screen-positive "parent'. Positive call! from secondary 
screen are regenerated to whole plants. 
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